With the purpose of standardization of an hemoculture technique presenting a higher positive rate in the parasitological diagnosis of chronic Chagas' disease in patients with reactive serology (IFT, HA, CFT) the following schedule was used. Thirty ml of venous blood was collected with heparin and the plasma was separated by centrifugation (2.000 rpm/30'). The packed cells were washed with LIT medium or PBS which was then removed by centrifugation (2.000 rpm/15' ). This material was sampled in 6 screw-tubes 18x200 with 6 ml of LIT medium and incubated at 28°C. These incubated cultures at 28°C were examined after 15, 30, 45 and 60 days. When the hemoculture was not immediately processed after blood collection, the plasma was removed and the sediment enriched with LIT medium and preserved at 4°C. The Xenodiagnosis was performed according to Schenones method used here as a reference tech nique. Among the various groups of patients examined by both techniques the best results obtained were: 55.08% ofpositivity for hemocultures against 27.5% forxenodiagnosis (X^ = 4.54, p = 0.05), with a tubepositivity of 26.6%.
Hemoculture processing
After the removal of the plasma, the packed cells must be washed with LIT medium or physiological buffer saline (PBS) that is then removed by centrifu gation (2,000 rpm/15 minutes). This material is sampled in 6 screw-tubes 18x200 with 6 ml of LIT medium and incubated at 28°C. Every 2 days the hemocultures tubes must to be agitated in order to homogenize the material.
Hemoculture examination
Fresh preparations are examined after 15, 30, 45 and 60 days after seeding, between slide and coverglass 22x22, with lOOx and 400x magnifications. The sample volume must be always 0.10 ml to give a good slide preparation, collected on the surface of sedimented cells, and the LIT medium liquid phase. Such process permits to obtain an uniform suspension that facilitates the search of flagellates and amastigotes clumps, almost always without movement. After 60 days (or 75 days) the negative tubes are centrifugated at 2,000 rpm/15 minutes and the sedimented material is examined.
Xenodiagnosis were carried according to Schenone et alii18 19 method with 40 3nd instar of Triatoma infestans examined after 30 and 60 days.
The chi-square (X2) test was used. The signifi cance level of 5% was accepted for all tests.
RESULTS
T able 1 shows results of xenodiagnosis done in a group of 40 pacients, from which 30ml of venous blood was collected for hemoculture. The packed cells obtained from the 30ml of venous blood were washed in PBS and distributed in 6 tubes containing LIT medium. Table 2 shows the results of the comparison of the material in which the plasma is immediately removed after collection or when the plasma is not removed. Table 3 shows the results of xenodiagnosis and hemoculture when blood-plasma is removed and equal volume of LIT medium is additioned.
When the heparinized blood of 20 patients was kept at room temperature for 24-48 hours, the percen tage of positive tubes was reduced to half. The methodology was the same as in the previous experi ments. their original method) , or 20ml as they previously tested, 30ml of blood was used in order to increase positivity. Another change was the use of LIT medium to wash the packed cells in place of PBS. In Table 2 We have now evidence that this association should be used specially when blood is collected in field condi tions or in areas of Chagas disease where patients show low levels of parasites in the blood.
Repetition of the reported method is recom mended, in the same patient two or more times in different occasions, as used in xenodiagnosis in clini cal trials (Cançado et al2). According to Galvão et ali8 in 51 untreated patients with 45% positive in a total of 69 hemocultures with only 12% of patients being examined more than twice, and in a group of 32 treated patients considered as a therapeutic failure with 31% positive in 69 cultures, with 49% being examined more than twice (2-5 times).
The positivity of hemoculture depends upon the group of chronic chagasic patients and the level of low rates of persisting ongoing T. cruzi infections.
Hemocultures were important tools for the isolation of strains for biochemical studies (isoenzy mes and restricted endonucleases) according to Romanha et ali17 and Morel et ali10 to characterize T. cruzi in human, wild and domestic animals.
Other changes must be tested with the purpose of obtaining higher percentage of positivity to hemo culture technique. RESUMO Objetivando a padronização de uma técnica de hemoculturas que apresente maior taxa de positividade no diagnóstico da fase crônica da doença de Chagas em pacientes com sorologia reativa (TIF, 
